For this experiment, a monomeric variant of mEGFP fused N-terminally to the sequence of full length rat SNAP-25B 3 was transfected using the Neon® Transfection System (Thermo Fisher Scientific). After 48 h membrane sheets were generated in ice-cold buffer (20 mM HEPES-KOH, 120 mM KGlu, 20 mM KAc, 10 mM EGTA, pH, 7.2) in which they remained for direct analysis by a confocal laser scanning microscope at 37°C, performed essentially as previously described 1 . For maximum bleaching efficiency the 488 nm laser in combination with a 405 nm laser were set to their maximum intensity. Pixel size was adjusted to 414 nm and the ROI size for bleaching was 7 pixels x 7 pixels (2.9 μm x 2.9 μm). Fluorescence recovery was monitored over a time period of about 2 min and recovery traces were determined and analysed as previously described 1 . Cluster sizes (mean ± s.e.m.) measured in SNAP25 immunostainings imaged with STED microscopy. Representative STED images are shown in Fig. 1a (right column) . In STED microscopy we did not observe a uniformly distributed signal pool, possibly due to the lower sensitivity of this imaging technique. (a) MD initial configuration of the 27 SNAP25 peptides solvated in an aqueous environment (160 mM NaCl; the example for 10 mM CaCl 2 after energy minimization is shown). Since water molecules are important ion interaction partners, they were explicitly modelled using 
